An evaluation was made of media and tests used for differentiating nonfermenting gram-negative bacteria encountered in medical bacteriology in order to determine those diagnostic procedures most useful in identifying these bacteria. The organisms examined included Alcaligenes faecalis, A. odorans var. viridans, Moraxella duplex (Mima polymorpha var. oxidans), Acinetobacter anitratum (Herellea vaginicola), A. Iwoffi (Mima polymorpha), Pseudomonas fluorescens, P. putida, P. maltophilia, P. pseudomallei, P. stutzeri, P. alcaligenes, and atypical strains of P. aeruginosa. The media and tests evaluated included Sellers' medium; Hugh and Leifson's OF medium; acid production from 10% lactose infusion agar; gluconate oxidation; starch, aesculin, and Tween 80 hydrolysis; lysine decarboxylase, arginine dihydrolase, deoxyribonuclease, and tyrosinase activity; tolerance to triphenyl tetrazolium chloride, cetrimide, cadmium sulfate, 2.5% and 6.5% sodium chloride, and pH 5.6; utilization of glucose, acetamide, and malonate.
P. aeruginosa, were recovered from clinical materials in this laboratory from May 1965 to May 1969. The 35 strains of P. aeruginosa examined were atypical in that they were apocyanogenic and failed to produce the odor of trimethylamine. The diagnostic criteria used to identify these bacteria have previously been described (9) (10) (11) .
Studies performed. The tests, media, and references to procedures employed included: acid production from 1% glucose, OF Basal Medium [Difco, (16) ]; acid production from 10% lactose, Purple Agar Base [Difco, (1) ]; acid production from glucose, fluorescein production, nitrogen gas production, and anaerobic growth in the presence of nitrate, Sellers' Differential Agar [Difco, (23) ]; dihydrolase and decarboxylase activity, Decarboxylase Base Moller [Difco, (20) (5) and strains of P. pseudomallei which oxidize sucrose (29) . Three of the strains of P. pseudomallei examined in this study oxidized sucrose in OF medium (unpublished data), but only two of these three strains hydrolyzed aesculin. In addition to P. pseudomallei, all strains of P. maltophilia gave a positive test.
Starch hydrolysis was an exclusive character of P. stutzeri. Seven of eight strains of P. stutzeri were starch-positive, and the same seven strains were lipase-positive. One starch-and lipasenegative strain of P. stutzeri was deoxyribonuclease-positive. Previous studies report positive (22) and negative (19, 27) starch hydrolysis for P. pseudomallei, but none of the strains were positive in the present study.
The test for deoxyribonuclease production is used primarily for the identification of pathogenic staphylococci and Serratia marcescens, but other bacteria are known to produce this enzyme (6) . In the present study, all but one strain of P. maltophilia produced deoxyribonuclease. Except for P. maltophilia, one strain of P. stutzeri, and four strains of P. aeruginosa, all other strains gave negative reactions.
Lipolytic activity as indicated by the hydrolysis of Tween 80 has been used to identify P. aeruginosa (26) and Acinetobacter (2) . In this study, only 77% of the apyocyanogenic strains of P. aeruginosa hydrolyzed Tween 80. Nearly all strains of P. maltophilia, P. pseudomallei, P. stutzeri, Acinetobacter, and A. faecalis were lipase-positive. The only species that were uniformly negative included M. duplex and A. odorans var. viridans. Although A. faecalis was lipase-positive, the species has been reported (7) lipase-negative.
Arginine dihydrolase and lysine decarboxylase. The anaerobic breakdown of arginine by arginine dihydrolase by all fluorescent pseudomonads and P. pseudomallei was demonstrated by M0ller's method. Arginine dihydrolase activity is reported variable (26) and negative (15) (17) is used to differentiate members of the enterobacteriaceae and has been applied to the identification of pseudomonads (14, 15) . In the present study, all strains of P. aeruginosa, P. maltophilia, P. pseudomallei, P. stutzeri, and A. odorans var. (26) . Acetamide is reported to serve as the sole carbon source in a basal medium for P. aeruginosa (13, 26) and some strains of P. putida (26) (3, 25, 27, 30) as an aid in the isolation and identification of Pseudomonas and Acinetobacter. In the present study, P. pseudomallei and A. faecalis were the only species that could not grow in 2.5% NaCl. P. stutzeri and A. odorans var. viridans were the only species uniformly capable of tolerating 6.5% NaCl. P. stutzeri and M. duplex were the only species unable to grow at pH 5.6. Variable growth of A. iwoffi at pH 5.5 has been reported (25) . Growth in 0.03 % cetrimide occurred with 95 % of the fluorescent pseudomonads and all strains of A. odorans var. viridans. P. aeruginosa is reported (3, 28) capable of growing in 1% TTC; in this study, growth occurred with 91% of the simple fluorescent pseudomonads, but with only 69% of the apyocyanogenic strains of P. aeruginosa. Growth of P. aeruginosa on 0.2% cadmium sulfate agar has been reported (28) , but all bacteria examined in the present study were inhibited by this concentration. Eighty-nine percent of the strains of P. aeruginosa did grow in 0.04% cadmium, as did P. pseudomallei, A. faecalis, and 73% of the simple fluorescent pseudomonads.
